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^£§l#fct~£S^£;frTV^("Oligomerization and fibril assembly of the 
amyloid 0 -protein" by Roher, A. E et al., Biochem. Biophy. Act. [2000] 1502, 

31-43.) o ^mmn^^hi^ vtf&$m\za-^yy9xmm, c*mmiz$- 



«9> 00*. tf, ^^-f-^i-e^i-^^-Aic^a^^N-^^^c-^, X«N- 
c-^cD^o^-rh^v-^h^j:?), ^©^^-K«t?)t>^a* s iis<*« 0 -Men, ± 

0S;£tf , ^r/WE-yk ?yk ~r?b}). W*c, zf#. Ifvl^ji 

^xtm»iUTtt, ifojt jfc.^, jkih& j§sm$^£f£#i^-e^ ztih 

VttfriszfnyY, KyK/nyk ELISA, 1r^K-f 5/^ELISA, y-J^J^/T 
y-fe-T, ^ElJSitftfe, MALDI-TOF/MS^^ffl V ^fcJfJ^HJriife,, Z.tlh<D\^ 

V\> f-^HW^^ELISAfi, #!lx.{f N TomitabO^lfc ("Cleavage of Alzheimer's 
amyloid precursor protein (APP) by secretases occurs after O-glycosylation of APP 
in the protein secretory pathway" Tomita, S., Kirino, Y., and Suzuki, T. [1998] J, 
Biol. Chem. 273, 6277-6284) teffcMZtlttmiZift^Xn 5£fca*T?*3o Affclftl- 
14. (l)*»!fl©^fKlJ:»t5#IIW^Srlffil^$*, (2)*Mtef*|sf 
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[0030] £JIT, ^W«rHJ60U^J;9JC^PJ8e(^Mi-5„ 

8jS^<DC57BL6^;*5EE<DJ!^ *^Lfc30ml<DM«$eA(10mM — <^ pH7.4, 



»tv Auuj/utto-*/ 1*4- rv^i/jr xuut/uiui,u^ 

0.32M 5^ g/ml ^r^Ev^^, 5 m g/ml tM^:/^, 5 m g/ml *<-f*# 

■f-Sw \7i/-X7^y'h'T7ny.**^f-^y7?^ : 0. 12 m m)-ei0^hn 
— ^S^fclCJttJfr^^-fXLfc. r©*^-^— h^^^SdOOOxg, 10min)i- 

*«r*fe»Cit^*fta(1000003ig f 60min)LT, ^yhfcLTJStBtffcHWfc. Mu^Sr 
2mlcD^»^Al^Px. > S»»Ufco Beckman SW41ffl^— ^©cpM. Mfflft&Acp 
^0-28%^-r^-^i^y— /i^^gE£;Wfc^(10ml)<S:An, *©±t^SIB» 
bfc2ml©J^H^-$r^#ffiSrSL$*V ^5tf^i:llLfc 0 dfr£r41000rpm, 
115min, ^-e^^^SbfCo &'i>#yffigL y©i£d^900ml<5ol3^7^^3 

/KWako), 16%SDS(Wako), 64ng/ml zfv*£Z?^;— JV^JV— (Wako), 5mM EDTA, 
0.22M Tris-HCl pH6.8XRtf2.5 m 1<D8M^^^^Px.. 5#f?^f $Jbfc#, 8%^ 
/V£rffll\ Lammli©;^^^, SDS-PAGESrfroTto ?A'±JD9ls'W&—V* 

kit(Phannacia)£fflV^fTofCo *aAPP«|f (^ftAPPi: 

mft&mjyikmx^z) , ^xn«, ^aic ^n^^^/vr^K-ry^ 

PSDC^jBWfJttnCfrSrfflV^ ^©5^, ^XllL^ffc(mint2, BD Biosciences), £nl 
PDl£tffc(lD3, Stressgen Biotechnologies) % £iGM130£iT;#: (#35, BD Biosciences) % 
£tSYT£i#:(#41, BD Biosciences) „ £tKHC£t#:(H2, CHEMICON International), 
RXftfCPSlCjZi&mKtfifoiPSl-CTF, CHEMICON International) terfjfl£<Dt><D£- 
GimVtCo &iAPPMti&nffl$8n.ifcnG369^ ^Alca^#teUT83£l£/BLfCo G369 
te, Oishi, M. et al., (1997) Mol. med.3, U-ll3\Z.mi&£tlttmz$£^Xi£%i&tl 
Tdb<DX*hZ> 0 UT83te\ thAlc a lOC^Sg^^K (954^97 1©7^) iZCys& 
MXtz.^^V^mt\^^^<Dm^n-- ^7^ftTT?fc5(Araki Y., et al. 
[2003] J. Biol. Chem. 278, 49448-49458. ) G ^^■^^^yhO^^mU^m'f'o 
^x^y^nyh©^, y^v-a^CAPP. XI 1U Alc^#.<^^TV^c©-e 



CHAPS, 20mM ])^m~fVJ9J* pH7.4, 280mM :fe>ffc^hy?A){c;!jP;iT, Mj&#2r 

H\ ^WffcLfdg|j&#^ G369 4 M I^tAP^ 4 < C-C1Nf^S^^^#, 

CHAPS i^»^T^^kb^30M 1^50%^n^^G--fe7T^— ^.^P^^-Cl^ 

55S/££-£fco ^<DM^<7>fc*-X£800/z 1(D2^Schaps i^ff$t-ei$fcv\ 45 n 

HDUnmffimm&mZO fi lC>5{£^SDSt&M*»15 » l<D8Mjj^^<D*i 
#£8%y/V-eSDS-PAGE2rtf ofc^, JilE^l^^^^^^^d^h^ff ofc 0 #L 

fc(Dm\ igcm^(igc(H)) KMir^m^m^^ 0 &tc, MmtL-x, G369<D{xt> 

g|2(^-rj;5{-^ G369{^J;^)^^tt|^^j:o-C#b^c^<Dcp^^, APP 
fctf"C&C XllL-^Alc a t^tHTV^t. Z.(DZ.bfrh, APPfS, XllLirAlc a 

[^JS^!l2] 

;Vjfr.T$i&(Dm&m, Merck) T*l— 7 0 Wfeflk, /^zr^iZ&MV 

ABC elite kit(Vector Laboratory)"C^,^^-feb/e:o 

i^^^lAlc a ^i^(UT83)^ (0.8 » g/ml) X te*aAPP#|HJ&^*£ 
in#:(22Cll, Roche Diagnostics)^^ (0.5 » g/ml) TMV^.^— hU "^ffi^K 

tKxmotco nmtvx. ftmvxis^^^igGmmio.sug/mdxmftz^i/ 
dk^t^-k (40nM) tf&ft-rzmm^xwK&^ic^-Yu mmK^^tk^ 



m&nlfe&tttl^tlMS-U IH3-2, Bl3-3^-r o 
ZtlibfDmiZ^I-Xyi^ AlcaMPPte, TfVy^^r— &#(DmfoiZ.m^XmC 

mmm2X^m^td^n^m.^y^r^it\J-zM, iaAic a mfc (0.8 n g/mi) £in; 

APP^Jift^^ft: (0.5 n g/ml) tSr^tfig^, XtefctAlc a $0$ (0.8 M g/ml) tm, 
A 0 ^#:(l/1000^^r3RU-C^ffi)^^tf^T^^-<--hb^o }jlA 0 tfcflctt, 
4G8 (Signet Lab) 2M£fflLfc 0 

^l^^^i^^IgG^^Oacson immunoreaserch lab, l/30^#3^bT^ffl)iir=¥* 
3feCy3^lifei-^^^IgG^T:#:(Jacson immunoreaserch lab, 1/50»^L-T^ffi) £3: 

-4(FITC(D^^m). 1113-5(073^^^^), S.t^il|3-6(FITC^Cy3(DM#5r 
^W) tC^-r o — ^#£LT£iAlc a iafl^A 0 Wt^O&f 
JH&EI4-1 (FITCO^^ttl) , IU4-2 (Cy3(D^^m) , ,£^1114-3 (FITC£Cy3 

EI3-4, 03-5, ^.1^1113-6^^5^, Ale a £APPf3, T/l^M^— 
5o *fc, HI4-1, m4-2&0?IH4-3^i-J;5^, APPJ3, Aj3 ^^LT^AJSE^ 

£JUb©*t*&»&, T^W-r- #f^^jgmt?, APPtAlca^ib^l^^bT 
C^0>J4] 
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Ale a , Ale 0 , Alcy , XfeAPP695(695B<DT$.ymfrbt£&thAPPCDT4y7*— 
A)5r=i— Ki"^DNA^i#^^j3a>H^m^^— pcDNA3.1Unvitrogen)K#ALfc 

o 

lOJ^M&JBjfiLtt&^t? DMEM (*>^V|fcD5796) OAo/c6^^JDl (Hcffi^lOcm 2 
) lCHEK293*BliaSr##, £©*BJ&fc±gE^ftm.;fc»m^*— ifeT-iAK 
^(LipofectAMINE2000, Invitrogen)£fflV^-C^ALfc 0 ^^^LTfBTb^AL-Tl ^ 
V ^pcDNA3.1^|^^^HEK293*HJia{c:^Aby t Co 

Jgi&lmHC, /Vt=!) >-pi*^jL-685,458(Calbiochem)(DDMSO^^ (ImM) 2:1 1 

^4<^DMSO?r^Pb, l^#^a^fTV\ W^r^bfCo gmistcmi&Z, lml 
<DHBSTi^^^(10mM pH7.4, 150mM mt^hV^J^, 0.5% TritonX-100, 5 

u g/ml 5ju g/ml d-t^:/^, 5/x g/ml ^:/^^)tp-t?#|BJ}&tF<Z>^ 

W^S^Wbfcio ^^LfcM£^L>M3g(12000xg, 10min)U _Lfil^fe#>. 
RT^b^^HUiXLfCo °T^b&#7.5 a* »C» U 7.5 ^ 10f«;^$e2i-£^(5 n 1 
^{g^SDSg^i^WM^.S/zl^SM ^|g^(D^^))^P^, 5#P^##&Uh 
0 ^(D^^y/V^r, 8/15%<D2|&^Vl^SDS-PAGE£fTo;fc|&, ^>v^®2r=l>n-tr 
^n- ^y^V^d^^U ^^^^^ci^h^ff o/Co SDS-PAGE{iLammli<D3t 
fe^t^ofco *aAPPJtoj}&«^£tffc(G369, 1/2000 »^LT^ ) , 

fetAlc a feift:(UT83, 0.3 ^ g/ml), £tAlc 0 £i#(UT99, 0.5 » g/ml), ,&.U^Alc y 
(UT105, l/500{C#^LT^ffl)?rffiV\ l&tHteECL kitCPharmaciaJ^V^Tff o/c 
„ #*5, UT99&tRJT105te^;ft^*VAlc j3 ,RtMlc y <DCm&*Mm-rZ>%iWX$>Z> 

app<£>— -0 @ (D'gm Icx^xtkZZC^iiffimWiftfe, 7u±~*Mz£oX-m @ 

wmzmwfzb, -m @ ^ism^-f, App^c*^ffi!iif>t«*ffljiart^#ai- 
ft (ctf a ) i>mm^^—vm^^<^m^^m^(o^^mki,x\ ^„ 

Ale a &tMlc y APP^H^C, ^U^y^l/UmmZMttM^^mm? 



iUUJ/U-ttOt / 



IO 



Me a xtMic v <DttmmmKWP<D*fhbmmzzf\s^~v i/izx^xwmzti 

ZtmtbftZo fc*5, Alcj3 floV^(4, ^w-fey-^i?a^j^nx.^v^^(^c 

Ale a , Ale )3 , &TMlc y (DN^*^^/VSB?lJO^^FLAG^^IB^J^}f 
tc?>/<?W (FLAG- Ale a , FLAG-Alc £ , &OTLAG-Alc y ) £=t— K-T^DNASr# 
§SU ^frb&Vft^MMB&m 3131^^— pcDNA3 . 1 (Invitrogen) IZW AUt, 

10% ^mifclkm&^ttDMEM (v^*±D5796) <D Aofc6?tJt^m OM^lOcm 2 
) iCHEK293*0J§S£it#, ^<D^lJ^{C±tB-e^bfc^m-<^^~?r, J«£^#AI* 
^(LipofectAMINE2000, Invitrogen) ^fflV>r^Abfe 0 #M£LT{ppb#AL.-CV v£ 
V^pcDNA3.1&|^#f;iHEK293jWJ§&^ALfCo 

igi&lmlfc:, ^U-feny >-pi.^jL-685,458(Calbiochem)<DDMSO^^ (lmM) %\ v 1 

igi&lmH^L-T, 150^1(DM^?gB(7.7% SDS, 16.7mM Tris-HCl pH7.4, 
0.3mg/ml ^X^l/, 0.3mg/ml 0.3mg/ml ^<^^^V)^Px, 5 

ftm^tMU ^s^&fr&m&Zlttc* Z<D^ 3.75mWMffimC(.6J% NP-40, 
0.4M NaCl, 26mM EDTA, 200mM Tris-HCl pH7.4), l,75mlcDg^PB.^§?& 
(lOng/mln^:/^, lOng/ml -W*^>A„ lOng/ml ^^^^tMSfc© 
7K) ?rJl|S^Dx./c^, $ftFLAG^ft:(SIGMAf±)2 n l^Px., (4*C) -C8^P^ 

T-^—y&mmimiu ^WMW-Rst^mn^tio ^<d^ 50 ^ 1025%^^ 

>-G-fe^rcJ— X/25%±7tv— ^-4B(Pharmacia Biotech)^tf ]} >*WffiW. ( 
0.1%TrotonX-100, lmM EDTA, 150mM NaCl, lOmM Tris-HCl pH7.4)^Px. % 4<C 
, 3NFPfllHl^$-erfc„ «J§g/&#£^L^3S(3000rpm, 5min, 4<C) fc£<92«£-ti:. HI 

i&ut„ \m^tcmmte4¥ftmmm&&m<B&)x\ m&wmm\(0A% 

TritonX-100, 1M M^r-U^A, 20mM Tris-HCl pH7.4), i5fc*£M»$OI(0.05% 



SDS, l%TritonX-100, 5mM EDTA, 150mM ifrffc^MJ^A, 50mM Tris-HCl pH7.4) 

^^n^htrfro/Co SDS-PAGEteLammlicD^&c^ofco — JaFLAG 
£tft:(M2, SIGMA)£rffl V \ l&mteECL kit£JBV>TfTofc 0 ^O^M?rl2l7D— 
-To 

^tl/^^>HI ^-f" £5 Ale a , Ale j3 , Ale y <DV vf *U£OV vCfc>, igife ^ izffi 

Fu±Gmmz£^xm&£irizmK&&M£Mz 0 FUKG*rmmt&i&mAica, ai c 

0 , Ale r <E>N5fc8BfcJ|g£VCV ^<DT\ Ale a , Ale 0 , Ale y CO— HI g 

[£5K«I6] 

Ale a , Ale j3 , Ale y FlrZDNA&mfLmMMmmm.^?*— 
pcDNA3 . 1 (Invitrogen) j$ Abfc 0 
10%4^i£]fo?f ^tPDMEMOAofclOcml^m (jKffi^60cm 2 ) ^HEK293^BJiS 

LipofectAMINE2000, Invitrogen) ^l^TagAUto ttfflbL>XfifhWAL,X\ vfcV ^ 
pcDNA3. lh mmiZ.HEK293mf& ^^Abfc c 

24B#H0i#^U^ itife^-CTk^PBS^T^HJia^o^io 10ml PBS^W^JPx., 
fc 0 ^^>-^M£f&JtfSU 15ml ^r/V^^-^AtbfCo jt^SC 
1500rpm, lOmin, ^^^4iJ^^M^M£<£ffi) K£V)Mm&Mfr . MM<D 
^l^yMC*j"U lml<Z>i^»?£D(0.25M ^^a— X, 10mM MJai^y— /PT5>--@^^ 
pH7.8, 5 n g/ml 3^^^, 5 n g/ml a-T^^^, 5 g/ml ^T^^^Px. 
. 27G<^£l2[H]ffl^£&;iJ:9»£^#Lfc 0 *&#UtJNflJiSteK-- *±TMA6 
rotarT*3000rpm(1000x g) lOmin 4 < Cii4>U 3mmmmtm&®i% . ^#HM# 
*&£r#fc„ ^0^^*ffliia^#^^BeckmannttTLA45 rotar-T?45000rpm(100000xg) 
60min 4<C^T}i<i>U ±«f (^fflJ§S« Hi#) tifcift (Jg£®#) &#fc 0 ^O^pj^^lOO 



^^^b/cflliii^^^OM i^ir^/i^uT^itxu 37t:-eix«3^Frfl^^ 

P^#l*bfc<D^8/15%<7)2^y^-eSDS-PAGE^ofc^, -hair/Va— *&r? 
Ul/l£#>/<?W&fc^. V=zx?^7^yb&ftotc 0 SDS-PAGEteLammliCQ^m 
^t£ofc 0 — &L&Cm*. *aAlc a £i#:(UT83), feiAlc j3 £ift:(UT99), £iAlc y ffifo 
(UT105)£Jll\ ^ttl«ECL kit(Pharmacia)£/BV^-OfTofc 0 ^#£M£E18A— C\Z 

vltb^><DEI(C^-r«t5fC, Ale a , AlcjS , Ale 7 OV^tLfCoV^, JgpJ^^fV 
=3r^<- hi"^, - £ «t 9 , &A\c<DCj&^m&te Wf >t (Ale a -ICD3Q J&Stfeffi&h, 

Ale a O - HI g O§38ff0^ (A 0 HI®Wt) £»<£<*fcW1-3fc«\ Ale a A 
Ki-5DNA£fEBiUfco Bl9{^*r«t5^, Ale a AEtt, *>^/W<^Ki:— HI g 4> 

5tcJB«^W: % FLAG^^E^!|*Sff A^ttTV^o 

Ale a A E&3— Kt*5DNA£l#?UgiSifflJM38^<^-- pcDNA3.1(Invitrogen)(C 
ifAUt, 10%4=^i^jfiL^^tPDMEM60Aofcl0cmj$*JE(Sffi^60 cm 2 ) iZ 

LipofectAMINE2000, Invitrogen) SrjBVvt^AUfco ^MirLT^if ALTV^V^ 
pcDNA3Jt>l^#(CHEK293;Mf;i^AUt„ JgMfclmH^ 10 n M LLnL(Calbiochem) 
, 1 M DAPT(Calbiochem), Xfil u M L-685,458(Calbiochem)ODMSO^^?r^:tV 

5o ). 24H#ITO*lL;fc:&, ^«iS:««lbfeo ^M^bX. L-685,458^^<^)ftt?»9 



V? \J iVUJ/VttOt / 



m^CUtmmKM'^ 47iFLAGmmM2, SlGMA^S^^etl^W^X^;^ 

ar^yG-fe7rn- ^^tfy^i^W^(0.1%TrotonX-100, ImM EDTA, 
150mM NaCl, lOmM Tris-HCl pH7A)&Mx^ $e>tC4 < CT?ll$fflSJS&-*!rfc8L 

x^mnxbfco iot-xir, #800 ix KDmtmmwa m&nm-m&mzmm) . at 

30 u. l(D2fe^mhV^>t&nMfflM900mM Tris-HCl pH8.45, 24%^yirn— )V, 8 

%sds, 0.005% — ^yyr^h-^A— )^p^, 5#raa***u tr— x^#v> 

TV^^STRT^bLfCo r©RT^b^Srl5%hy^-MJ'»'y/KSchagger & von 

ft: (UT83) ^V^^x^yyn^Mv \ 7u±-iMz.£Z>®mmV>) (A 0 
Jt)&rMlca AESrECL kit(Pharmacia)-C^tiibfCo 

^mkutm&^>Mim(i2ooox8, iomin)u ±.ffi&M#>-*smkf$.ft&\mi&i,tc 

o -tSmtrftfrlmlfcttU &FLAG&{£2ul&to&immRJfc£ltTz&. 30^1^50% 
^n^yG-t770- ^^tfHBSTi^^^Px.4 < ClNF^HJ^$*fc^, If— X 
SrHUIXUt, i©t- X£800/z l<DHBSTMW^-e3(U^o^#, 45 /x lCO^M^W?^ 

^-a-^(30Mi^5f&ai^sDsi^)isfi^tff^^i5ii \<D8Mmmm0i<Dm&V9)t:imx., 5 

^Vi^^MLand[m^mKUt^tc)X*^mLtc.^ ^FLAG^ft (1/2000 |!1#3R 
) < S.t^fetAlc a £ift:(UT83) *m^Xytt9^ZfvyY$:ftitz. 0 W_h<D*£jjl2:E|10 

-7u^±y^iz£<o®mmyo ( 0 -ai c a ) nmm^^ ^x^^m^tv. jmo^? 
-rir~htp^^m$n^^ofc„ ^•fe^yvfcii^if^f*, ais 



Ale a XWAPP695ST3— K-t-SDNA^JL^jWliaffl*^^^^— 
pcDNA3.1(Invitrogen)(Cif AU fchBACElSra— Ki"SDNA(DomsW±J;*)tt 
*"i?LIS^^-<^^— pcDNA3. lZeo(+Xlnvitrogen) KffiALjZo 
10%tte!HMl$r&tt DMEM (^-^ttD5796) £>Aofc6:A:*^m (jSB^lOcm 

Hi (LipofectAMINE2000, Invitrogen)&JBV"»T3fAUto #AUfcDNAOM^-^^»^ 

;>n- ;W^l"VK^E^U ^tAPP^ifrCAPP/c, SIGMA) 3fct*triAlc a Jrfcffc (UT83 

HI 1 lA(^i-«t5 BACElSrm^$*"CV Cfe&»£>3# g >0 

C£a»£>4# g ©v-y) Ti3 0 -lMh<^®rM^-efc5CTF 0 t^tib$tLfc„ 

„ APP695^^t-^^^K}i^Pp-C^bfc^^:<D^^^Kfcit-efe<9, Z3frb<Tti&.mz. 

&M&tlZ>r.&<DsO}?ft\*i&&<DAPP (APP770311MPP751) fc*j-j£-r#$>tf>-Cfc 

ElllB^i-J:5^, Alca3r3§^£*, BACEl£^^£irTlV£V^fl&Cfo0^5 

IUfe0a7-C?»m**fcAlca AE<D^*tfS^— ife-r5<^t?, j30»r!M> 
te815# g ©Mett816# g <7)Ala<DP^tti£-efcfrK T5/^£&fct$Jl56T?&5£it$g$ 
*l5<> — Ale a £BACEl^pW£^m£iirfciNHfl& C£d>£>6# g ©U— » "Ctt, 

¥U^LT^280T5y^5>ib&6^£»J£*l6o )o £<£>Wr>m, Ale a 36SBACEHC 
ioT§]»f$ttfcCi:(C < i;oT^Cfe 1 bOT*fe5^%X.btV'5o fiP*>. Ale a ft, APP£ 



r V> 1/tfX AVVt/VlWXU7 



y -ir^y*— - £l£<fc5Alc a 0^3^fM4^T(0#JI|l-e|Wl^LfCo £f\ Ale a A E 

fi/svm&mztrzzttcDNA^xh^h (ni9) srtfaKut, m^^-rj;?^ 

, rOcDNA3^h^^h^^A$tl,fc:»«, FLAG^IE^J£#O0-Alca££ 
fife-^-t-^o M^#^£ftfc0-Alca£ N FLAG*^#:£fflWc;fe^»j£ 
KlJ;<9[H]lfcU jfe;g»^£MALDI-TOF/MST^WU $HPS*r&£Ufc„ Z.<Dft 

^mfrb, y -±?v?<-n fcxztym&itL&mfeistc* sir. ^nm^m-r^ 

(DFLAGIB^IJ^O j8 -Ale a (D^^Vz/n^M&filiS^f 

10 cm ^yv^(=t— ^l/fftM) (£HEK293«£$^\ JV^YKmUt. 
#Alc a A E<D^^^^— (pcDNA3-FLAG-hAlc a A E) ^iHS^-af AS^ 
(LipofectAMINE2000, ^fc'hni^^ft^SrfflV^-C^AU CO -iV^^— 

2 

&Mx.fcMti&hm^^tc 0 mmm6ml%mi&U ^^ffi(15000rpm, 5min,R— ttM 

mg/mln^:/^, 5 mg/ml^^^^^A, 5 mg/ml^^^Sr^tpDMSO^ 
^)^Px.T^^efcl^ffli^>'^i:Lfc:o ^<W:<7VW«FLAG^#2M(M2, >^ 
-v|±M)5r6/i l*Px.TlNFra, ^-e^J^fObfCo -£<£>^ 25% ynr^yG-t77D 
— ^^tfy^MW^ (lOmM Tris-HCl pH7.4, ImM EDTA, 0.1% TritonX-100, 
150mM mk-thVVJ±)50nmz., 4X;xmmfc®m^Xffimffifcfcfc*mn$ 
•tiTfCo R^(D\f-X^m^m(3000rpm, 5min, 4^C. h^-ffiX^^C*^^ 

*p^>^^)i-J:?)efci^$-ti:iimxb, Vcfrmmmi (im ^k-^-hy^A, 20mM 

Tris-HCl pH7.4, 0.1% TritonX-100), #fcifH^W?&2 (lSOmM^b^hy^, 5mM 
EDTA, 50mM Tris-HCl pH7.4, 1% TritonX-100, 0.05% SDS\ V^1&ffiWXm#Ztfc 
#Lfc 0 ^<D&\?-X{Z.20»l(DHWmffimm-&%) (2{gjt^SDSt*)M«?& 10 m 1 

t8M fcmmm lOMiom^o^nx., mw&. s&m&msof-- xkbusfltv^ 



VT Vf iUUJ/UttO>« / 



fc^*»mLfc, z.n&&fota>mu *:<o±mj&ft&2c% rpv^T^w^hv*- 

hl)is>m^famm&mb^XftffiLtz&, 3%FLAG£t#:(M2, ^^HJW&fflV^cn 
^^/nyh^rffofco KJ&bfcFLAG^<attV\fcj3-Alci2ECL =^h (^r/Wix 

a*U -f{Z^Jvft 0 jg£^Jfi(6000rpm, 5min, ttXtfcSHS 

*]«^?^jS'L^rit«^ffiffl)fcJ:«9jWJia4r««), SfflJ&^Vs/M^U HBSTM 

-*smkj$&5n uzion i<D2mmmsDs^mmmmti% sds 5/* l&an*., 5&m&m 

JliUtSL =hn*^o— ^JBKs&SttjSDi-te^b, ^FLAG^ft:(M2, i/tf^mt 

tzM&, 5kDa#i£(C N ^2;£<D^>K£LTFLAGlE^J£^o 0 -Ale a j&Stfcffi&h, 

L-685.458^Px.fc#^^, $L&m&WK j3 -Ale a W:4feW$*v5;d»o/t (T®, 

-^^^^^-FLAG^^i^FLAGSa^IJ^O 0 -Ale a fl*HUR&h/ 

o 

(2) FLAGIB^IJ^^O 0 -Ale a <DMALDI-TOF/MS£rffl V ^fcft^t 

HEK293$BJ§S{;iAlca AE<£>3§^<^— (pcDNA3-FLAF-hAlc a AE)Sr, jtfc^- 
^Af^(LipofectAMINE2000, -fVtf hn^^ttSSD^ffiV^T^Ab, FLAGIE^JS: 

#oAica bE&&femz.&$L~rz>mti&m&ffi3LUz 0 22^ <d^^ \z.w*lw& 

DMEMigJfe(^^*±D5796)«&U CO ^V^*^— -C24l^ra^#bfCo 

2 

^ mmmU^ y -ir^y^-if Pl*^jL-685,458(^/WW^^±M)^DMSO^ 



it^SUO.OOOxg, 5min, ^y^^±SWM^SP«'^gt^l^ffi) bfc 
±^l/1000{g^*<Dg^Pfi**«(5 mg/mlci^^^, 5 mg/ml^T 0 ^^^ 

&m%M^Xfti&W&m^-7;VbU-z. 0 Z.<D-y-^/ls20mUz.ttU 50% (v/v) FLAG 
^ (M2) Zffi&L-tiTJfv— — X (S^^th A2220)£r20 /z tira*., {Sta^l*! (4 
£ C)t?-ife(ftJl2^^)teM^fPU ^m^Si^^riifir^^o HJ£^<£>fc*-X£ 
jl^SOOOOrpm, 5min, 4<C, ^^-vW±^iS^^^8l^) ^£9i*f&£ 

nnDiL-fctf-Xte, ##M6<j^^^< a tfj-c% 800 M kd^^»^ko.i% 

N-octylglucoside, 140mM ifrfb^M;^, 10mM Tris-HCl pH8.0, 0.025%Ti^ffr?-h 
y^A)t?2tHl, £fc*fH^»?&2 (lOmM Tris-HCl pH8.0, 0.025% TiSfc-ThVVJ^X^m 

•v$±m/* (1:20:20)) ^P^L. ^-X^^LTV^^^t±ibfc„ tf 

-X^^{C^^^<fcfe{^W^^tV^9^(T^^A-/^^^3i^^± 

—HTzfy^Y^^y^rJ^^±M)\^m^:. ^^fc^MALDl-TOF/MSC'-?-- 

Ale a A E^mt-TV V<£V ^J^^^BISJta^^^fc^^/l-^^^^^^Ki! 
LT, FLAGgS^lJ^r^O /3 -Ale a i:bT5>^*3619.96, 5359.85, 5507.02. 6233.83 

(D^^-v*mj£UiL m 14) 0 

•to ^T-45359.85, 5507.02, 6233.83^^^:^$Hfc§]^-rh{»Kifi^^J: 
tt-FM^izGLm-tZtilb. y — y-4hX®%rLX±Ctz. 0 -Ale a (DfrMMWX&Z 



CHUSfllio] 

Ell6(C,^J^LTV^APP(thAPP695)^^^h^»f}Cj;or^C^^^ 
£^i~(IEI^<D#^tet:hAPP695T-fy7;*-— A^*5tt5T5yift##-Cfc5o )• §3 

y-lMk <l:jfi:l^£*bfc 6 -iMMGu, Y., Misonou, H., Sato, T., Dohmae, N., 
Takio, K., and Ihara, Y. (2002) J. Biol. Chem. 276, 35235-35238) t£}£&3bZ> 0 
mtVX\t, ^HA $ «-C&5A j3 40£A j8 42, &£Xf a -lMH«0£/&^fc3p 

Ale a &#<(D^APPt<D|gMt££^1--£;^<b, Ale a K3>|K&e>— &ijO#HM 
hdS#^E-t-S BTimdSjiSV^ Ale a (D-^mmX^tcC-^m^ (CTF) 

^<^M^^=^h^fe^^^=y^(PS)(D^tt^h^^^^AUfcK5^^b 
^^^^^^^«5rHEK293^fflJ^{-^^W^^m^iir, £CfcAlc a ©CTFj&S - 

?r#{tf^Alca l-FLAG(D^^,-<^^— (pcDNA3-hAlc a 1-FLAG)£\ itfc^^A 
^^(LipofectAMINE2000,^r^t"bnv? 3 i^±iSi)?rffiV^-C^AL, Ale a l-FLAG£r^ 

Z.<Dm&mmm>^ — fcttBrfctoT^JifcUfcCTFa l-FLAG£3i^i*|$U it 

mm%8% (±mv 15% (rmr^v^r^^^h^^mmsDsm^mx 

9tWfc. PVDF(Immobilon-PSQ, VJtfT#M)mz.fc^L.X?— ^i?— ^VVT^hZf 



T'l/t- y>-l(PSl)0385# @ OT^^^^^rT^^fvlg^LfcPSKDSSSA) 
ge^^^^^WW*^^^— (pcDNA3-PSlD385A)5r, jftis^-jSAf^ 
(LipofectAMINE2000, of^hvitxZs&W&fR^ ^THEK293#WJ&&;:^AU 
PSl(D385>0Sr^feW^*at"5lllllSrt!|c*r<fftUfe. £0>*M&tfcK:Alc a FLAGON 
1fr<99— (pcDNA3-hAlc a 1-FLAG) £3tte^2gAf*l^(LipofectAMINE2000, ^ 

^(DfmMhMc a lFLAG/PSlD385A-293cell^!E-r5)<Srl0cm f^y^^m^ 

-e$5fc*t^ #*|ffl.§agSft(5 g/rmW^:/^ x 5 » g/ml-^T^^A, 5 ju 
g/ml^^^£r^tfDMSO|g?&) ^tpHBST ^?^(10mM Hepes pH7.4, 
150mM NaCl, 0.5% Trition X-100 )15ml^n^., 4 < C-C0.5B#F^ fc&MWirZ>Z.bX 

*r^but> vsmkistcmB&zm>btem (12000 xg , 10 min, 4<c, K-*jtx*±Mst 
mmmm^mm^m)u ±m^m^^ti.xm^ti 0 ^^&&#i5 mi 

{ZMU 50% (v/v) FLAG^fr(M2)£^UtT;*fc2— *hf— X (v^-^ft: A2220)£ 
30 a* ttPx., <g;M^rt(4 < t:)-e-Bfe(^)12^^)^#J^U mimm^K^itfT^ 
•^TfCo Si^^^tf— X^^^^;S(3000rpm, 5min, 4<C. ^^>4±§^£ii?££Pjt 

2mg/ml FLAG-peptide^#HBST(30 ^ D^Px., ^m^m^mi^tc 0 Zft 
f^Alc a OCTFl^^i^sokDaftf^-Cfc^, -f^/^nyy^^ (— 30kDa) <D^1 

^M3l(12000 xg, 10 min, 4°C, h^~WJLt±MWMM&M'bfrfflW,&$zHl) _b 
M(Cl/5{^*^5^m^SDS^:3|Sfi^«^p^ % kmmini ©Sifel^ot, 
/V-T5Ky/V«^l()?r^f o^c 0 #^LfcUfc*^^Sf £lmmobilon-PSQ (VJtfT 

30kDa#aff(C2a^(D^^^@(CTFls-e^Ufc^^N o ^®) ^W£;ft,*:„ 
(Df^s^WnT^smmPl&gas phase protein sequencer 492HT (T^-TK/W^- 



^Metc6i6#g(/jAia^rfl(CWjlr^h5ri C U t\^o) ATJ ? 820# @ <DGln£821 
#BOPhe©|ffl(i©§J»r^^h«rrc2j^V^)"e*>5(iai8)„ C ltt, |6Btt«8-C* 

5— tfcSJHPHMm. 838# @ <DAla£839# @ OAsntf^ (£0>#J»HM>&T £ 3J t\ > 

5)-es>5(Bi8) 0 

£Jt_bcM;5l£Alc a 3#3r«>— JfciSOBriMK C 1, C 2, £ 3)^3^Bf<^— ?fciS0»r?- 
4Kv 1, y2, 7 3)^o 0 i©»*,m>fett^3&<fcfe9«IB©^-Alco^^ifc 
i-S(^l)o 
[0031] Kl] 
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h&4t*m#>tbtlZo AD0#-C«. ±A $ ZLJ&mtZ. jSttS^S^iftV ^A 0 42<£>f"J 
£*tfSif 1)UlsX^Z>Z.bi)m&£tlX^Z> 0 A042©Jfc^<Z>_k#fci, 3£#f{;i*:t<ll§fc> 

✓M^— ffiiFADm&X-}^ A042<Dm&7!)mmzmJ)QlrZ>Z.b&%lbtlX^Z> o Ale 
a tt, «l^^^-eAPP^(D^ti^^-ri!*^, Ale a iCSBV^Cfc, APPH34H. TV 



AD&#>5>£>JLJii£*Wc:I143F(143# @ (DIle^Phet^M) , R278T(278# @ OArg 
&ThrlZ.mM) . A434C (434# g <DAlatfCysl£&m . L435F (435# g OLeu^Phe 
(-^M)C>4a^^MMPSl^^i-5-<^— (pcDNA3-PSH143F, 
PCDNA3-PS1R278T, pcDNA3-PSlA434C, pcDNA3-PSlL435F)$rf£®JU Z.flh<D 
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